As the main pigment in photosynthesis, chlorophyll significantly affects grain filling and grain weight of crop. Cytokinin (CTK) can effectively increase chlorophyll content and chloroplast stability, but it is irreversibly inactivated by cytokinin oxidase (CKX). In this study, therefore, twenty-four pairs of primers were designed to identify variations of wheat CKX (Tackx) genes associated with flag leaf chlorophyll content after anthesis, as well as grain weight in 169 recombinant inbred lines (RIL) derived from Triticum aestivum Jing 411 × Hongmangchun 21. Results indicated variation of Tackx4, identified by primer pair T19-20, was proven to significantly associate with chlorophyll content and grain weight in the RIL population. Here, two Tackx4 patterns were identified: one with two co-segregated fragments (Tackx4-1/Tackx4-2) containing 618 bp and 620 bp in size (as in Jing 411), and another with no PCR product. The two genotypes were designated as genotype-A and genotype-B, respectively. Grain weight and leaf chlorophyll content at 5~15 days after anthesis (DAA) were significantly higher in genotype-A lines than those in genotype-B lines. Mapping analysis indicated Tackx4 was closely linked to Xwmc169 on chromosome 3AL, as well as co-segregated with a major quantitative trait locus (QTL) for both grain weight and chlorophyll content of flag leaf at 5~15 DAA. This QTL explained 8.9~22.3% phenotypic variations of the two traits across four cropping seasons. Among 102 wheat varieties, a third genotype of Tackx4 was found and designated as genotype-C, also having two co-segregated fragments, Tackx4-2 and Tackx4-3 (615bp). The sequences of three fragments, Tackx4-1, Tackx4-2, and Tackx4-3, showed high identity (>98%). Therefore, these fragments could be considered as different copies at Tackx4 locus on chromosome 3AL. The effect of copy number variation (CNV) of Tackx4 was further validated. In general, genotype-A contains both significantly higher grain weight and flag leaf chlorophyll content at 5~15 DAA than those in genotype-B and genotype-C, among 102 varieties under various environments.
Introduction
Photosynthesis, which provides raw material for plant products, is pivotal to food and fiber production [1] . Under favorable conditions, approximately 70-90% final grain yield is derived from photosynthates produced during the grain-filling period [2, 3] . In high plant leaves, chlorophyll, including chlorophyll a and b, is the main photosynthetic pigment in chloroplasts, and its amount directly affects plant photosynthetic efficiency [4] [5] . Increased chlorophyll content in crop-species leaves increases in both biomass production and grain yield [6] . As chlorophyll is the main pigment in photosynthesis, its abundance and stability in the leaf significantly affects grain filling and crops yield [6] [7] [8] [9] [10] . Therefore, understanding both chlorophyll metabolism and genetic mechanism controlling chlorophyll content is important for improved crops yield. Research suggested that cytokinin (CTK), a phytohormone, can greatly increase leaf chlorophyll content, chloroplast stability, and net photosynthetic rate [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] . Transgenic plants overexpressing the isopentenyl transferase gene (ipt) have generally shown a stay-green phenotype because of a high level of CTK synthesized in vivo [22, 23] . As for the regulation of CTK level in plants, CKX plays a key role in inactivating CTK levels irreversibly by cleaving the N 6 -side chain. Previous research confirmed that CKX is involved in chlorophyll level and photosynthesis regulation by controlling plant CTK content [24, 25] . Therefore, CKX gene can be presumed to have a close relationship with chlorophyll level and stability. Most studies generally focus on associations between variations of CKX genes and grain yield and related traits in cereal [26] [27] [28] [29] . In wheat, seven Tackx genes have been isolated, including Tackx1 on chromosome 3A [30] ; Tackx2 on 7A or 7B [31] ; Tackx2.1 and Tackx2.2 on 3DS [28] ; and Tackx3 [32] ; Tackx5 [33] ; and Tackx6 [29] on 3DS. These Tackx genes are usually associated with grain weight [28] or grain numbers per wheat spike [29] . However, little is known about the association of Tackx gene with both wheat chlorophyll content and grain weight. The objectives of this study were to: (1) identify variations in Tackx and their association with grain weight and wheat chlorophyll level, and (2) validate the effect of target Tackx gene on these two traits.
Materials and Methods

Plant Materials
One hundred and sixty-nine recombinant inbred lines (RIL) were obtained from a cross between Jing 411 and Hongmangchun 21 using single-seed descent (F 2:8 generation) method. Jing 411 is a winter-type variety with deep-green flag leaf, high yield, and large grains, with an averaged thousand-grain weight (TGW) of 46.2 g, based on data from four cropping seasons (2009-2010, 2010-2011, 2011-2012, and 2012-2013) . Hongmangchun 21, a Chinese landrace, is a spring-type variety with low TGW (20.9 g) ( Table 1 ). The two parents showed significant difference in both grain weight and flag leaf chlorophyll content (Table 1) . To further examine the effect of Tackx on grain weight and flag leaf chlorophyll content, 102 wheat cultivars with significant difference in grain weight and flag leaf chlorophyll content were also analyzed.
Field Trials
Of the 102 wheat varieties, RIL and their parents were grown in randomized, complete blocks with two replicates at the Experimental Station of Anhui Agricultural University (Hefei, 31°5 8 0 N, 117°24 0 E) in cropping seasons 2009-2010, 2010-2011, 2011-2012, and 2012-2013 . Each plot contained three, 2.0 m rows spaced 25 cm apart, with 40 plants in each row. Common field management practices for wheat production were followed. Average rainfall, temperature, and sunlight were 950 mm, 15.5°C and 2,100 h per year across the four seasons, respectively.
Measurements of Grain Weight and Relative Chlorophyll Content in Flag Leaf
TGW was measured by weighing two samples of 1000 kernels for each line. Chlorophyll content of the RILs and 102 wheat varieties across the four cropping seasons were measured using methods reported in the previous studies [34, 35] with minor modification. Chlorophyll content was measured as the SPAD value using a chlorophyll meter (SPAD 502, Minolta, Osaka, Japan). For each wheat lines, flag leaves from 10 randomly-chosen main tillers (fully extended leaf without disease) were used for SPAD measurements. Five SPAD readings, randomly sampled from flag leaf tip to base, were averaged to obtain a value for each individual plant. Chlorophyll content was measured at 5, 10, 15, 20, and 25 days after anthesis (DAA), and chlorophyll contents at the five stages were designated as C5, C10, C15, C20, and C25, respectively.
Genomic DNA Extraction and Polymerase Chain Reaction Amplifications
Genomic DNA was extracted from two kernels per line according to the previous publication [36] . Polymerase chain reactions (PCR) were conducted on a TC412 Thermocycler (Barloworld Scientific Ltd, Staffordshire, United Kingdom; www.barloworld-scientific.com). The 24 primer pairs used (S1 Table) to characterize the allelic variation of CKX genes in wheat were designed using DNAMAN software (v.6.0), based on the EST and mRNA sequences (refer to the note for S1 Table) retrieved from the NCBI (www.ncbi.nlm.nih.gov) [37] . The PCR profile was as follows: denaturation at 94°C for 5 min; followed by 40 cycles of denaturation at 95°C for 1 min; annealing at 50-60°C for 1 min 20 s; and extension at 72°C for 2 min, with a final extension for 8 min at 72°C. The annealing temperature varied according to the primer pair (S1 Table) . Each 15-μl PCR reaction mixture contained 40 ng genomic DNA, 10 pmol each primer, 200 mM dNTP in 1 × PCR buffer, and 1 U Taq DNA polymerase (Shanghai Sangon Biological Engineering Technology & Services Co., Ltd., Shanghai, China; www. sangon.com). PCR products were separated on 7% PAGE containing 4 M urea.
Sequencing of PCR Fragments and Statistical Analyses
PCR product fragments with the expected size were recovered from two independent samples per line. Target fragments were cloned into the pGEM-T vector, and sequenced from both strands by the Shanghai Sangon Biological Engineering Technology & Services Co. Ltd (http:// www.sangon.com). Sequence alignments and characterizations were conducted using DNA-MAN software. Analyses of chlorophyll content and grain weight data were conducted using SPSS software (v.13.0) (www.spss.com).
Localization of CKX Gene on Chromosome
Chinese Spring nullisomic-tetrasomics were used to locate the Tackx gene. The PCR amplification and separation of products were conducted as described above.
Quantitative Trait Loci Analysis for Grain Weight and Flag Leaf Chlorophyll Content
SSR markers were used to screen the two parents and two bulks, each containing five high-phenotypic-value-lines and five low-value-lines, respectively. To confirm the polymorphism, candidate polymorphic markers were analyzed further in a subset of 40 RIL, comprising 20 lines with high value in phenotype and 20 lines with low value in phenotype. The confirmed polymorphic markers were used to genotype the entire RIL. A linkage map was constructed using Map Manager QTXb20 (v.3.0). Recombination fractions were converted into centiMorgans (cM) using the Kosambi function [38] . Composite interval mapping (CIM) for quantitative trait loci (QTL) was analyzed using Windows Cartographer 2.5 software, according to the methods described by Zeng [39, 40] . An LOD score greater than 2.5 in at least two cropping seasons, calculated from 2,000 permutations at a probability of 0.01, indicated QTL existence.
Correlation Analyses between Tackx Variation and Chlorophyll Content, and Grain Weight
When analyzing the correlation between Tackx alleles and chlorophyll content, and grain weight in the RILs, the Jing 411 allele was scored as "1" and the Hongmangchun 21 allele as "0". The presence or absence of the Tackx genotype in each variety was scored as "1" or "0", respectively. A Spearman's correlation analysis and t-test were performed to test the significance of the association between Tackx variation and traits, as described in our previous studies [41, 42] . The effect of Tackx on phenotypic variation was estimated by R 2 using the general linear model (GLM) [41, 42] . Significance was evaluated using the model at the 0.05, 0.01, and 0.001 levels of probability. Data analyses were conducted using SPSS software (v.13.0).
Results
Grain Weight and Chlorophyll Content
The averaged TGW of Jing 411 over four cropping seasons was 46.2 g, while the averaged TGW of Hongmangchun 21 is 20.9 g. The two parents showed significant difference in grain yield, flag leaf chlorophyll content, and grain weight ( Table 1) . The natural population covering 102 wheat cultivars also showed great difference in flag leaf chlorophyll content and grain weight (Table 1) .
Correlations between Chlorophyll Content and Grain Weight
In the RIL population, the flag leaf chlorophyll content and grain weight showed high variations (Table 1) . A correlation analysis was conducted between chlorophyll content at different stages after anthesis and grain weight, based on the mean value across four cropping seasons. The result indicated that flag leaf chlorophyll content had a significantly positive correlation with grain weight (p < 0.001) at 5 (0.523 ÃÃÃ ), 10 (0.518 ÃÃÃ ), and 15 (0.366 ÃÃÃ ) DAA; however, no significant relationship between flag leaf chlorophyll content and grain weight was detected from 20 to 25 DAA (S2 Table) . Therefore, when chlorophyll content was compared during early-and late-stage grain filling, early grain-filling stage chlorophyll content had a stronger effect on grain weight. Additionally, a significantly positive correlation occurred between chlorophyll contents of the two adjacent stages, e.g., C5 (5 DAA) and C10 (10 DAA), as shown in S2 Table, suggesting that grain weight can be improved via increase of chlorophyll content in flag leaf at early-stage of grain filling in wheat.
Association of Tackx Genes with Chlorophyll Content and Grain Weight
Through the analysis of spearman rank correlation and t-test, Tackx4, amplified by T19-20 primer pair, was identified to have a significant association with chlorophyll content of flag leaf and grain weight among these Tackx genes ( Table 2 ). In the RIL population, two patterns of Tackx4 were detected and designated as genotype-A as in Jing 411 and genotype-B as in Hongmangchun 21, respectively (Fig 1) . Genotype-A carried two fragments approximately 600bp in size, but genotype-B had no products amplified (Fig 1) . Furthermore, the two fragments of Tackx4 showed co-segregation, and no single fragment was found in the RIL. Spearman's correlation analyses revealed that the fragment number variation of Tackx4 was significantly correlated with both chlorophyll content of flag leaf from 5~15 DAA (p<0.01) and grain weight (p<0.001) ( Table 2) . A t-test analysis showed that the chlorophyll contents at 5~15 DAA and grain weight were significantly higher in the RIL individuals carrying genotype-A than those in genotype-B (Table 2 ). These results indicated that genotype-A is associated with higher chlorophyll content and grain weight.
Chromosome Location of Tackx4
Previous studies have indicated that wheat CKX genes belong to a large gene family whose members are distributed on 3A, 3B, 3D, 7A, and 7B. In order to locate Tackx4 before conducting a genetic linkage analysis in the RILs, Chinese Spring nullisomic-tetrasomics were used to locate Tackx4 onto chromosome. Two fragments amplified with T19-20 primer pair, Tackx4-2 and Tackx4-3, were detected in Chinese Spring (Fig 2) , and this genotype was designated as genotype-C. Tackx4 products were not amplified from N3AT3B, N3AT3D, and Aegilops tauschii (DD genome), but were amplified from the other nullisomic-tetrasomics (Fig 2) , indicating that Tackx4 is on chromosome 3A of common wheat. These results also revealed that at least three fragments could be amplified by the primer pair T19-20 designed from Tackx4 in common wheat.
Linkage Analysis of Tackx4 and Gene-Specific Marker Development
To analyze the genetic linkage of Tackx4 on 3A and further evaluate its effect on phenotypic variations in chlorophyll content and grain weight, 49 SSR markers on chromosome 3A were used to screen the two parents (Jing 411 and Hongmangchun 21) and two bulks. Of the 49 markers, 13 SSR markers and T19-20 showed polymorphisms and were located on the same linkage group, spanning a genetic distance of 42.1 cM (Fig 3) . QTL analysis identified a locus controlling both chlorophyll content of the flag leaf from 5~15 DAA and grain weight. This QTL was located at the interval between marker T19-20 and wmc169 on chromosome 3A, with a genetic distance of 3 cM (Fig 3) . LOD values ranged from 4.5 to 8.3 across four cropping seasons. No QTL underlying chlorophyll content at 20 (C20) and 25 DAA (C25) was detected in this RIL population. QTL mapped at Tackx4 locus was detected in all four cropping seasons, and explained 8.9%-22.3% of the phenotypic variation in chlorophyll content and grain weight (Table 3) .
Association Analysis between Variation of Tackx4 and Chlorophyll Content of Flag Leaf and Grain Weight
To further confirm the effects of Tackx4 variations on the chlorophyll content after anthesis and grain weight, 102 different wheat varieties were genotyped and the relationship between their genotypes and grain weight were analyzed. Of the 102 varieties, 49 varieties carried genotype-A, 15 carried genotype-B, and 38 carried genotype-C (Fig 4) . Wide variations existed in chlorophyll content and grain weight among the 102 wheat varieties ( Table 1 ). The mean values of these traits were significantly different (p<0.01) between genotype-A and genotype-B or genotype-C (Table 4) . Association analysis between genotypes of Tackx4 and chlorophyll content and grain weight found that C5, C10, C15, and grain weight were significantly positive correlated with genotype-A (p<0.01 or 0.001), but negatively correlated with genotype-B and genotype-C (Table 4) . Compared with genotype-B and genotype-C, genotype-A could significantly help to improve chlorophyll content and grain weight. The phenotypic variations explained by each genotype ranged from 3.6% to 20.7% across the four cropping seasons.
Sequence Analysis of Three Copies of Tackx4
Three fragments, Tackx4-1, Tackx4-2, and Tackx4-3, were sequenced and analyzed. These fragments showed high identity (>99%) with a wheat EST of Tackx4 (BM138354), which was used to design the primers in this research. In addition, a high identity (>98%) among the sequences from these fragments themselves was also observed (Figs 5 and 6 ). The sequence analysis confirms that the Tackx4 gene (BM138354) reported by Galuszka et al. [38] was one of the three fragments. Variations among sequences of three copies were detected in the intron at positions from 262bp to 378bp, which have the typical extron-intron boundary sequence "GT/AG". Two 8-bp length InDels and an "AAA-TTT" variation were also found in this intron (Fig 5) . Several SNPs in the exon region among the three sequences were observed. CKX orthologous often exists in cereal plants. In this research, we obtained sequences of homologous genes of CKX from barley (Hvckx4a/BJ479455) and rice (Osckx4/ XM_006645247) by BLAST searches in NCBI (www.ncbi.nlm.nih.gov), using the three sequences of Tackx4 as the search query. Sequence analysis indicated that Tackx4 had higher homology with barley Hvckx4a (>96%) than with rice Osckx4 (>83%) (Fig 6) . These results were generally consistent with previous report [37] .
Discussion
Multiple Copies of Tackx4 in Common Wheat
In previous studies, multiple copies of CKX genes have been identified on chromosome 3DS of wheat, including Tackx2.1 and Tackx2.2 [28] , and Tackx6 [29] . In the present study, at least three fragments of Tackx4 with high sequence identity were identified on chromosome 3A using linkage and Chinese Spring nullisomic-tetrasomics analysis. The two fragments (Tackx4-1 and Tackx4-2), showed co-segregation in the RIL population, and no single gene (Tackx4-1 or Tackx4-2) was found. Additionally, these fragments always occurred in couples in the natural population. Therefore, our results suggested that it is copy number variation in Tackx4, but not allelic variation. The allelic variations in CKX gene are often observed in wheat (Tackx2 and Tackx6) and rice (Osckx2) [26, 28, 29] ; however, copy number variation of CKX is rarely reported. Previous studies have shown that gene clusters, that is, multiple copies of genes with the same or similar functions, often occur in higher plants. The variations in copy numbers or the copy itself will affect gene cluster function [43] [44] [45] [46] [47] . In this study, copy number variations (CNV) in Tackx4 could significantly influence wheat chlorophyll content and grain weight. The genotype-A generally corresponded to higher wheat chlorophyll content and grain yield, compared with genotype-B and genotype-C. As for genotype-B, no product was amplified around 600bp size, but it does not mean Tackx4 was null because only partial length was analyzed in this study. Therefore, full length of Tackx4 should be further studied. Some variations were also identified among the three copies of Tackx4, which is in consistent with previous report [45] [46] [47] .
Sequence Analyses of Three Tackx4 Copies
Mutations in the coding regions of genes can affect gene function as a result of changes in its amino acid sequence. However, mutations in the 5' UTR [48, 49] , the 3' UTR [50] [51] [52] , or introns [29, [53] [54] [55] can also affect gene function as a result of changes in mRNA structure, stability, and accumulation during translation. Zhang et al. [29] showed that an 18-bp InDel in the second intron of Tackx6 significantly affected its transcript level at 8 days after pollination. In the present study, two 8-bp indels and an "AAA" mutation were also detected in the intron of Tackx4. Hence it should be further investigated whether variations of these copies themselves have effect on their transcription and translation. In addition, whether the CNV of Tackx4 affects the chlorophyll content of the flag leaf and grain weight through directly regulating the level of endogenous cytokinin is also worthy of exploration in the future. Several SNPs in the coding region of Tackx4 may affect its function.
As previous reports [29, 37] , CKXs orthologous widely exist in cereals, e.g., wheat, barley, rice, and maize. Tackx4 on 3A of wheat had high identity in sequence with Osckx4 on chromosome 1 of rice, which is in consistence with genome synteny between them. However, the function of Osckx4 is still unknown.
Tackx4 Locus for Chlorophyll Content and Grain Weight
In previous studies, several QTLs for yield and yield related traits have been detected on wheat chromosome 3A. These QTLs were able to explain 4.1~14.27% of phenotypic variations in different environments [56] [57] [58] [59] [60] . In this study, Tackx4 locus was mapped on chromosome 3A, and closely linked to wmc169, which located at different linkage intervals from those of the QTLs reported previously. As for chlorophyll content and photosynthesis, many QTLs have been found on chromosomes 1A, 1D, 2A, 2D, 3B, 4A, 5A, 5B, 5D, 6A, 6D, 7A, and 7D [61] [62] [63] [64] [65] . In our study, the QTL co-segregating with Tackx4 on 3A was different from the previous reports and could be considered as a novel locus for chlorophyll content of the flag leaf and grain weight. The novel locus Tackx4 can be used as a molecular marker for genetic improvement of grain weight in wheat breeding program.
In high plant, photosynthetic efficiency of leaf is directly influenced by the content and stability of chlorophyll [4] [5] . Therefore, increased chlorophyll content in leaves can improve grain filling and yield [6] [7] [8] [9] [10] . In this study, the chlorophyll contents of flag leaf at 5~15 DAA had a close relationship with grain weight, which is generally consistent with previous studies. Here, Tackx4 was confirmed to be significantly associated with these traits simultaneously. According to these analyses, Tackx4 could be presumed to involve in controlling grain weight through regulating leaf chlorophyll and photosynthesis, which is stabilized by CTK. Therefore, identification of Tackx4 function will deepen our understanding molecular mechanisms of chlorophyll content and grain weight. Furthermore, the locus linked to Tackx4 showed good stability and reliability in varied environments and genetic backgrounds. These attributes will be useful for improving the accuracy and effectiveness of marker assisted selection (MAS) for chlorophyll level and grain weight in wheat breeding.
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